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^75f-l^^>-6 (iL-6) Ty^^^=-:^}'i^M^t\.x^A.x^^^^&mimn 

o 

^?5f-n^^i^>-6 (IL-6) ry^Mvir^^m^tvx^A^x^^^&mmmz 
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10 0 0 1 1 

mmmmm'C'iimm^m-^<^^mK x o xmm ^^tzL. mmmmmr^im-^m& tm^ 
B^izx^i^Wi^mw^^^c^^tK^j:^ (IS*. (3ij#3^) mwL^m 

ej pp 469-472, 1999) o ^t^xm^ir ^mmmmzw.Ri.'tmi^u^^m\^fzy) mM 

V^< (ISI±) o 

#3^) FM^^ffJ pp. 469-472. 1999) o &^<Dm^mm<om.'^xii^&M^^mm 

<>X^ibhiv:h^^\k^m^\^X\^^^ i^m. «> 18^, 9-f-. pp.916-925, 1999) o 

if « 18^ 9^ pp.916-925. 1999) o ^^X. i995^l^^oXlnternational Mesoth 
el'ioma Interest Group (IMIG) J: I? . mnmm^&MKMir ^mmTm^m^m^^i^ 
-CV>;& (4'^. 18% 9-f- pp.916-925. 1999) o 

)&$:jtTV>>5> (#ffl. E^<^abt9><;?^ (SIJ»3^) m^^^BJ pp. 406-408. 1999) o % 

J pp 469-472. 1999) o ^<Dfzib. m^^&Mii^mm^mBi.z'^m^fi^^^s -r 
^x(Dm^^&m^^^^^ kzx^i, (DXiifj: < . ^^WL<DB.^X'm h i}^fj:mmi)m^ h tt-c 
('^ffl. m^(Dh^^ mmzn) mm.^mB.\ pp.406-408. 1999) o 

[0 0 0 6 1 

m'^mm^&m\tx^mKi!m\.^^imuibx7f^xh •) ^^m^\,'nn^m-r^-z^^i)^^^ 

t^^. 18^. pp.916-925. 1999)' o ■^xJf. ^^m^M-^^it^M^X^t 

. ^methotrexate (MTX) kt\&ycow\mmmizWm^mm<omn^i^Z7% 

Tb-otz i^m, m^<D;$)^^ mm3B) rnf^^^^mj pp. 570-573. 2003) o ttz. 
t A,^mm^&MKn\^xiimmmmmm^mm^wm^tft>fix\^^h:d^. t^m^^n^^ 
#^cL^-r<. ^ tic^m<^Mms^^f±35~43%ti^v^ (lis*. m^<^^^ m-mzn 

) m^SL^B.] pp. 469-472. 1999) o 
10 0 0 71 

#.<<^t: h r|Jj^M^I&=^i3 J;t;^v^ < o>e)^<^-7';7;^4'^ffiia]3a^:d*in vitro-CII^6=Sr^m 
L T ^ C: i: fi » tL-C is I) , IL-6 «r LTV^S-r^r;^!^' &tt«BJia^22 * L 

i^BiifM.hfl^^ i^Tff^^^^^'^^''^ (Bielefeldt-Ohmann, Cancer Inmnmol Immunother 
40: 241-250, 1995) o tfz. mffiiaK^Jfeffim#<^lfiL?t1'<^IL-6 fl^TKcStii ( 
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pleural effusion) ^mmmm^M^^it^xn < . J^^f SIfSSSf f - lS5 
(Nakano. British Journal of Cancer 77(6) : 907^12. 1998) o || k^^ 

Ilt«^$tLTV^;S, (Higashihara. Cancer October 15. 1&92. volume 70. No. 8. p 
p. 2105-2108) o 

Bie°ie^fe°idt-Ohmann^ti. AB22^^m t/cT ^ ;^ tril2|iI<^#J'^t?7 -y h ^ 7. IL^Ginl 
Aifc*^^tTV>* (Bielefeldt-Ohmann. Cancer Immunol Immunother 40:^4WbU 

efeldt-Ohmann. Cancer Immunol Immunother 40: 241-250. il^f ° , ■^^^^J'^ ,f '^^^ 

^\llmcmU 1^*. (SlHt3^) W^f^^mj pp. 469-472. 1999 

l^mWF-tMi2\ Bf®.. 18^, 9-^. PP.916-925, 1999 

KSS^Ss Im, mt'D^^^ mmsB) mm^m^} pp.406-408. 1999 
iSSS^Ki im, K^*^* msH) m^^mB} pp. 570-573. 2003 

^^liift^^S^Sl Bielefeldt-Ohmann, Cancer Immunol Immunother 40: 241-250. 19 

^m^^-Xmi Higashihara. Cancer October 15. 1992. volume 70. No. 8. pp.21 
05-2108 

mm ^m^t^fztb (o^m 

iZx. :^mmii. ^y^~-u^^y-6 (IL-6) T>^=r::.:x.^«:;&^^^fct■C^^ 
zi^ftmatfz. (IL-6) T>iJ'=f-:^ 

^wr^iL-Vr y 9 > J*. ^x.}m-6iiM-rs^^3Z.iiiL-6^##t-**i-^^^^-^' 

■e*0. *,;2,VMi-r'J.>^IL-6^^^t'*t1-*^^^°-'^^''^^^ >^x.tiMR16-lfiL*-C^) 

miE# 2004-3096009 
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ttriB (4) icism<7)'f£fflo ,^ ^«*-/+-r» 

mfIB (4) icia^co'ffiffio , . , . 

(8) t5iBiL-6$#'ff^i^*i"r*st#*mm^a«t#T?**> ^la (4) ~ (?) (^v^■r^^ 

(9) ttlWt h IL-^'^m-m-n-^ h^^' ^^-i- ;l/*n:#7&-T>M-l*n:<^-e ^ ^ , ttflB (6) 

(12) HtrfBiL-e^^-ft^tw^-r^ii bM^k*n:^35^t: ^M'^^:PM-l^#-e**. ttriB ai) 

(1^ iMmi^M1-^iim«i»J<75S^iiofcJC)<7>^:^^--a>f *:/-6 (lL-6) r:^ 
(14) «rfs^='M«m4'^M-c*^. miB (i3)^iiam^<^fflo 

(16) tufBIL-er^^^r^^ ^>&^'IL-6^##fr^Mi-'5»^'f^■e*^. ItrsB (is) ~ (15) 

O -f ti->&^ t-iB^^^*ffi o 

^""(18^^X1^;^^^^ 

*''(2of SlBiL-6SS5J?M?iK#^^^ ^ffi (16) ~ (19) OV.r 

^^**^cfBmO'ls!ffio 

(21)° IrlB^ h II^6$##t^*ti" S ^ ^ n - ± ;vgL#**PM-l^'(^-e*) ^ - "iflB (18) 
*^^lS)^SI°^'i^^IL-6$^'l**^**-^*^^^°-^^^^^^^ ^ 

mtm^i^^m--^^^^^*'^^^^ ^^^^ 

mfE#2 004-3096009 
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[0 0 2 1 1 

L-6) ry-f'^'^-^^'^^^'^^^^'^^^'^^^^^^j' 

(2) iuia^'j^)a7&^l^M4'M-e*>^> ±is (1) 

(3) fri£^^^*^M'&^ ^.liiamf^M-e*;!.. -tEi2) I'lam^^^^o 

±iB (4) \zmm<oumo 

(8) ff|BIL-6S##lw*M-*tn;#^*m«lx.Mi^#t?*^> ±bB (4) ~ (7) <^v^-rtL 

a!)1S?i£6^##i^**-t-^^^'&*iL-^^ iibM^ki^^^ 

7t{il^hi^^*:-C*^. ±IB (4) ~ (10) ^^r^^^V-J^^.?*^^.. , ..P 
(12) |triBIL-6^^#t^*i-i-^li >M'(l:^#^3{>^li >MOT-1^#^**)*^ ±bB Cll) 

-u^^>-6 (lL-6) 7:-^=?--;^ 

(14) m%?>^&Mi3mm^&Mx-^^. ±m (is) t'iB«oj^&o 

*''(kfSi^iL-6^SIS?i^#*m^^s^^^ J.® (16) ~ (19) <^^'-r 
[21) m\^yii^6^mm'-Mir^^y ds) 

19) iizUM<7^:^^o 

mfE#2 004-3096009 
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(23) mmih-e^^m^M-^^^m^-iL-e^^m^ni-^^^y^^^ iivmim^t 

fzii\^hm.i^X-^^. ±Ifi (16) ~ (22) (D\^^irMK%m<^1imo 

(24) m%^ii^Q^^i^^-Mi-^^}^Mitin.m^^yUit?u-mii^r-^^. (23) 

[0 0 2 7 1 

iL-6itBmmmm^2 (bsf2) y^-y^^^ I32ti,j^^^^fifzjrj y 

ij^yx'hho iL-6{±. B^) y^^n^mm.(D^'^i^^m^^^^^^^=^^^'^^^f^^^ 

Hirano. T. et al.. Nature (1986) 324. 73-76 ) . ^(O^k. (Omm.<omMr^^m^ 
m^^^mM'^^ y*'i^^Xtb^^ti)mhi)-\,'iS:^fz (Akira. S. etal.. Adv. inlm 
munology (1993) 54. 1-78) o IL-6{i. T ^) y ^^m^mm<Dmm^mMfi> ^i^i^^m.^ 
^tL-CV^^ (Lotz. M. et al.. J. Exp. Med. (1988) 167. 1253-1258) o 
[0 0 2 8 1 

^-^■t&^T-SmOkDc^V^yv K^^tt®e«<^IL-6S^#X'^'l. (Taga, T. et al.. J 
. Exp. Med. (1987) 166. 967-981. Yamasaki, K. et al.. Science (1^87) 241 825-82 

8) o IL-6S#'»^^i^ mm.m.^^m\^xmmM±.r^^Mir^^^^m.<Dm^. ^K^<omm 

p!?-^ m^14<7)'>^^>'H5itlC>^t?^^^«*^l30kD <7)mg6Kgpl3 
0 Xhho IL-6tIL-6^#^f±IL-6/IL-6^##^I'^^«:?F^^L.. ^V^-Cgpl30 hmf-f 
;&vlfciiJ:<9. IL-^(D^mmm''&iimm^^'\^M-^M (Taga. T. etal.. Cell (198 

9) 58 573—581) © 

. IL-6lC*tf ^*n:# (^IL-6tfL4^) , IL-6S##l^*t1-^i^^^ (^IL-6S##^#) . 
130 (tn;gpl30 ^#) . IL-6a:^i^> IL-63HiIL-6^^#l35^-<^^ 

[0 0 3 0] , „ u -J 

gLlL-6S:##i^#t::P^t-Cii, \^^<^i)-(om.^-b^^^ (Novick. D. et al.. Hybri^^ 
(1991) 10. 137-146 . Huang. Y. W. et al.. Hybridoma (1993) 12, 621-630 > 
|^ffiiS<&ia#-^WO 95-09873 > 7 9 >;^!^K=aiM<2:Ml=-^FR 2694767^ ^^gl#8l=#^US 5 
21628 ) o -e<^-^t?^^-^'>^gu#^PM-l (Hirata, Y. et al., J. Immunol. (1989) 14 
3, 2900-2906) O^iffltt^^lli^ (CDR; complementarity determining ^^egion ) 

#-tWO 92-19759 ) o 

Jf2IL-6T y 9 ^^7. \ $f t b < J±IL-6$##U^:ti-'S>*fL#:X-* I9 . *f t L < l± H 
V IL-6^## l± -7 ^ IL-6^#^ liM-r ^ * y n - ^ ;w 
m^X^^o -hISli ML-6^##:t::*t-r*^^ i^'a-^^^St^t UrtiPM-lfiL#^*^7F:$ 
tt t f-^-i7XIL-6^##:lc*t-r*^>'i5^i='--:^^^St#t LT{iMR16-ltli;#:^*^tf 'btL 
t&l5o^#{i. $ftL<ti. ^>7fiL#> iihM<b^#t/c{±th^#-e*i9. -^x. 

[0 0 3 2] 

YL.^7:y9^=-7.\\U IL-6iCJ::2,->^^^MS^=^igffifL, II^6<^^tl^6«JfS14S:ffi» 
■r-5tFK-tr*,;5.o IL-6T>^'=f^;^bti. L<{±IL-6. II^6^^#mt/^gpl30 ^^^"^ 

gtIL-6gu#:. St:IL-6^^#^#. gigpl30 gt^. IL-6e!c^#. ^^^2:"/?S2SS£ 

ffiiE#2 004-3096009 
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^ o 

iVxliliWtLXlt. MH166 (Matsuda, T. et ^ur J.Jnmmol. a98^^^ 
951-956) ^SK2 (Sato. K. et al.. ^21® ^#-55^(1991) 2 

im^t\.Xim^fl^^>l^-^ii> Eur. J. Biochem (1987) 168. 543-550 > J. Immun 
oia988) 140 1534-1541 . ^^SV^^Agr. Biol. Chem. (1990) 54. 2685-2688 t^W^ 

^ D t VX^^^^t ^^X # o :$:^0J-CM$ffl ^ tt^mL-6^##^^^ l- Jv^ 

IS Iff ^ fc J: V) K.5SlL-6^##-<^*S^^ M LTIL-60^ife^fi*JS14(^^Ji& 

^VAV^i^tl^Xlt. MR16-147U# (Tamura. T. et al. Proc Natl. Acad^ ScL U 
SA nqqs) 90 11924-11928). PM-lfiL# (Hirata. Y. et al.. J. Immunol. C1989{^lfd. 
29 2906 : mLW. AUK64-7^^3b^V>,iAUK146-15 St^ (Sy^^mm^l 

(^Si5<™ Tgl #3 ^) t^^f Tk- 

•^mmmt. Rat-mouse hybridoma MR16-li: LT, ^*^^^^^^,=^f f ^55^ 
^S£o< i^rtJ^l TBI #3 ^) tc. ¥5£9 ^3 BlSBiZ. FEKM BP-5875t UT:^^^^ 

aiSE#2 0 0 4-3 0 9 6 0 0 9 



S^m 2 0 0 3-3 5 8 1 5 2 ^ ->* *. 7/ 

li) ^£1^ (1989^) 1 ^9 S^^-^-^^^^J^fflSJiSf I^Si,^ 
PIBIBSF2R tb-C. ^ft#^FERMBP-2232tUTy^-^;^h^*^t-^^^HI^^K^^^ 

Sai^ '^(^{s^ =S: it ®f i" o 

C^iUkfrtL-Cti. AM64©i;# (#§1^3-219894) . 4Bim#i5 i y^2H4 (US 
5571513) B-S12 ifufr^ i tKB-P8fiL# (^^^8-291199) |fc^*JJlf^^Jo 

^iS<^#^I^tLT^ffl^tt^gpl30 ti. ©.ffl#tt^tb®<2:IB#-tEP 411946 l^l^TF^tL 

miE#2 004-3096009 
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m^iU mVfmmtVBS (Phosphate-Buffered Saline ) ^^S^^^^cJ J^^i^^^J^ 

{^^(Om^ <7)mmm. m^i^. PSXeSAgS.eSS (Kearney. J. F. et al. J. Immnol. 19 
79) 123 1548-1550) . P3X63Ag8U. 1 (Current Topics in Microbiology and Immunolog 
y (1978 81. 1-7) . NS-1 (Kohler. G. and Mil stein. C. Eur. J. Immunol. (1976) 6 
511 519 ) ;MPC-11 (Margulies. D. H. et al.. Cell ^1976)/. 405-415 ) SP2/0 ( 
Shulman. M. et al.. Nature (1978) 276. 269-270 ) ^; FO (de St Groth S. F et a 
1., J. Immunol. Methods (1980) 35. 1-21 ) . S194 (Trowbridge L S. ^ Exp^ Me^ 

(1978) 148. 313-323) . R210 (Galfre. G. et al.. Nature (1979) 277. 131-133 ) m 

f^yhOl^m (Kohler. G. and Milstein. C. > Methods Enzymol. (1981) 73. 3-4b; 

in-f«;»^iimtcM^^RPMI1640^«f8i. MEM i2^^;.ff 2^SS2S 

^2 f7rSk^tniaL/.PEG m^^f. ^^^t^T^tTf^^xTi^lf 

K-7t±> m'B<om^^mwL. ^xtf> hat (^--^^^^^^ti^J 
B69i:-r*^w:^u K— vm^<^m mu^mm) i>mmi-^<Di^ 

aSE#2 004-3096009 
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m<D^}-tf^^^n^^^^'^'^^ (#^¥1-59878 mm) o ^^f;^^iff^^5^i 

&tCtJ£v>MSOli htS;#Sr^#L-C^ iv^ (Hl^#i^ffi^<&M#-^WO 93/12227 . WO 92/ 
03918 s WO 94/02602 . WO 94/25585 . WO 96/34096 . WO 96/33735 o 

Til #3 ^) I- ^7 ^lOBtC, FERM BP-2998 1 1 T ^ ^ h#^tlt'»oiS 

^^K^ttf^PM-lkM^^^^ >^--^^BALB/c-7'^;;^<^m^^t-^ALTm^Sr#. 

^v'll&J^&iflLft. 5 %BM-Condimed HI (Boehringer Mannheim M) 2i 
T-i/f-^SM ^Afa (GIBCO-BRL U) . PFHM-II ^Sfe (GIBCO-BRL ^-e^«L. -^c^ 

^$i/cm«lx.a^#^*fflV^^^i:7?»-'T'^S (^Jx:(i\ Borrebaeck C. A K. and Larric 
k J. W. THERAPEUTIC MONOCLONAL ANTIBODIES, Published in the United Kingdom by MA 
CMILLAN PUBLISHERS LTD. 1990#fiS) „ 

(V) |l^=^=i-F1-;i.mRNA=^m^^^o mRNAO«{±. ^^O:^^. 
>mm>L^m (Chirgwin. J. M. et al.. Biochemistry (1979) 18.294-5299 ) / 
(Chomczynski. P. et al-. Anal. Biochem. (1987)162. 156-159) i ^ ^MU 

mRNA Purification Kit (Pharmacia^) ^^^^^-^^^^^^^tt^-^tZmf'^^ 
repmRNA Purification Kit (Pharmacia M) ^ffi V^S ^ iil^ J: 0 mRNA^E^iiiit-^ ^ 

V Reverse Transcriptase First-strand cDNA Synthesis Kit J^.^^^^'^.l^ ^ ^-^.^f J 
cDNA(^^^i5i:y^li'Pi^^Tdlwli5'-Ampli FINDER RACE Kit (Clontech^) h 
ilfPCR ^fflv^/c5'-RACE i£ (Frohman. M. A. et al.. -/^^^V.^cad. Sci USA (1 
988) 85. 8998-9002 ; Belyavsky. A. et al.. Nucleic Acids Res (^89)^. 2919-293 

miE# 2004-3096009 
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o 

. 11 h (human) m^^^mx^^o :ifLh(D^^^mi. B£^0:^te«rfflv>Ti!i7ti-^ 
TliSSts!* (^Ufl^m®^M#^EP 125023 , B^#M=mM^M^JWO 92-19759 

ollections of Industrial and Marine Bacteria LmitedL^ 1991^2 ^ IB t^. ^^NC 
1MB 40366 :5:t>TOMB40362i: LX^V^:^ ^ ^^^'^^^^^^^^^ttl^il^mn 

^vm^mmt. nm^ (reshaped) ^^^^^tllt^ilt^ZTtflxt^ 
. ^<D-wtm^j:^i^=^im^^mi>m'^f^x\^-^ {w^m^f^mm^^^^^ 125023 . m 

b#K=m®<Z:^#-^WO 92-19759 #SS) o 
i^^fifl! ■^^:^^^^Cm fci.htrL^<^7W-A7-^'IS^ (M: fr^ew^kregi 

<Zrl§#-f-WO 92-19759 ^M) o 
(Sato. K.et al.. Cancer Res. (1993) 53, 851-856) <> ^4s&> i -r 

ffiiE# 2004-3096009 
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hfi^ mm'^weim^m^'^m 92-19759 mm) o 

92/01047. WO 92/20791. WO 93/06213. WO 93/11236. WO 93/19172. WO 95/01438. WO 9 
5/15388 ^##1^1-* C: fc**-Ci -So 

S$-if:;|.c:h;5^'T'i^;i>o ^jx.Jf -/u*- i: LXti. ^V^^ 

;i^;;?^^^7'n^-^-/ji>yN>'^j-- (hunian cytomegalovirus inmediate early pr 

omoter/enhancer ) =Sr^lf ^ t ^ ^ o 

«Ox{f SV40 y^■:e-^5'-/^>'^^>•^^-=^^^^-^"^^^^ Mulliganib<^:^^* (Mull 
igan, r/c. et al.. Nature (1979) 277. 108-114) . ttz. m¥laU^-^-/^>^^ 
y^-^^m^h^^^ Mizushima h<D:fjm (Mizushima. S. and Nagata. S. Nucleic A 
cidsRes. (1990) 18. 5322 ) \z%7.\^^mzmM-t^^hifi-^^^o 

L-Cti lacZ^n^-iJ'-. ^r^&fu^-^-^m^f^^tifi-^'^^o lacZ^n*-^- 
i^m-rl^^. Ward^^^^ft (Ward. E. S. et al.. Nature (19^9) ^41 544-546 ;^ 
rd S. et al. FASEB J. (1992) 6. 2422-2427 ) . ^^^-^^^-f^rf J 
Better<b<^*i* (Better. M. et al. Science (1988) 240. 1041-1043 ) \Z^^\t:^^^> 

O 

IBi^P^JVie^'J (Lei. S. p. et al J. Bacteriol. (1987) 169. 4379-4383) ^mirf^ 
(refold) L-Cififfl-rS (^fB£tf. W096/30394=Sr#Hg) o 



Ju*->Th^>^t;^--t- (Ecogpt) af^^. vy^Yunmrnimm (dhfr) Afe^ 

U&<Ofzib<DM^-^^t. in vitro:Bi:tFin vivo c^S^.W^^o in vitroc7)M^M^ i: b 

ffiiE#2 004-3096009 
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mmStCx^t. (1) m$immm. m^^^. cho . cos . ^^n--^ bhr baby 

^;g,V^±(3) m^m> ^?fl^t^> sf9 . sf21. Tn5 tj:ifi,mhiiXy.^^o 
Xit ^^"f-Ti- ' ^^^■i^ ^ (Nicotiana tabacum)fi3l5<^fflfla>^'^^'b^^■^i3 1). ^tL=Sr:^ 

s)M -PO^ff-^f *D $-ty?. • -bVlfvJ:^ (Saccharomyces cerevisiae) ^ Tf^t-Pcffl. UTix. 
tf7i^^;v^;v^« (Aspergillus)S. ^?flx.lfT>^-=i;v^^v:^ • (Aspergillus ni 

ger ) 3feif7&*^<btLrv>So 
[0 0 7 2] 

{f, ^mmtLX. DMEM. MEM . RPMI1640, l^^"^^^^^^ ^ ^f^^^ it^^l^tJf^ 
^^^^-f » fct^i l!)> in vivo tCT^^^rS^ i i V^o 

m%mnmtLxii. -f^. ^y^^^ -^^^^^ VCt^ %T%lV^^x%^ 

Vicki Glaser. SPECTRUM Biotechnology Applications, 1993) o -^Tz. ^^Z^.Z-Z\ 

-i!:??*!?, )g:r'-^;v^>=^>9>;^va.r.-;.^^^li^fflb-C^>J:v^o (Ebert. K.M. 
et al.. Biotechnology (1994) 12. 699-702 ) o 

J^Sfe^-* :L<Oi} ^ ^(O^WLi~^mm<om^-^m^ (Waeda. S. et al.. Nature (1985) 

592-594) o ^h\Z.. ^/^'^^fflv>^m^. i 6^(0^#it<5^'^»l§affl-^^' ^ - 
, ^^{fpMON 530lc#AU. >l(^-<^'^-=g:Agrobacterium tumefaciens ZS^'tl 
UrrSX-r^o C<D/<;^x';T=S:^'/^*3. -efax-t^Nicotiana tabacum \zmm^J^ 

(Julian. K.-C. Ma et al.. Eur. J. Immunol. (1994) 2 

4. 131-138) o 

l^VAVin vitroXJiin vivo *f f^S^f | 

aSi^-e #±=^5^«^^^^-C^>J:v^ (S^#^m®^ia#^WO 94-11523 o 

|fs5;io?^V.„ <«ic.J. ^^^OBf>t^ bTtt. Fab F(ab-)2 FvXIiH 0tL 
Pv«:iiS'5:U V*--eaife§-fr't5/>'^/l'^i'f >Fv (scFv) -fy-mfht^^o 

[0 0 7 7] 
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m^^j:m±mm-r:^^^^^^ m^^^. Co. M.S. et al.. J. Immunol 199^) 152. 
2968-2976. Better. M. & Horwitz. A. H. Methods in Enzymolop (1989) 178. 47b-49 

6 Plueckthun. A. & Skerra. A. Methods in Enzymology (1989) 17 . 476-496 Lamo 
yi E . Methods in Enzymology (1989) 121. 652-663 . Rousseaux, J. et al. . Method 
s in Eiizy^ology (1989) 121. 663-66. Bird. R. E. et al. . TIBTECH (1991) 9. 132-13 

7 #PS) o 

(Huston J. S. et al.. Proc. Natl. Acad. Sci. U.S.A. (1988) 85. 5879-58^ 
12-19 nm^h^£^^^^0-':^m^':r^ Y'-^m^^hfL^o 



^Jx-S o 

iiffiv>;S.k#:t LT. m7L\t. Hyper D . POROS > Sepharose KR^^^^tf^^^o 

7^-f±HPLC (High performance liquid chromatography) kiSffl U-N^-^o 57;.. jSiffinr 
LC (reverse phase HPLC) *fflv^-C^>iv^o 
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MTbL. 1 mg/ml *1.35 OD t LT^mf tfz. ELISA f ^ ^^^'/f^J.^J^, ^'J^'^ 

t MeG (TAcm) 100 1 =^96:^:7' V- b (Nuncm) icinx.^ 4 1:-^— Bfe^ <^^*2l 

'f*:Xl±gu#^-^tf9->'^;W *>^V>t±#fpi:LTliMgG (CAPPM)100/i 1 =S:«t. 

ii^^^5*000'fe#«lL7tT;^*'J7*>^7r^-fe«^t:MgG (BIO SOURCESi) 1 
-i/3'/«7)t^> MICROPLATE READER Model 3550 (Bio-Rad m) ^fflv^T405nm cOi^^S 

lL-6efc^>($:(i. IL-60T 5 y miB^JcT^T 5 7 m^^'SrSmi"^ ^ t ^-^^JSIf ^il 

iUi. SF t U < ti t b IL-6-C* o 
I 0 0 8 6 1 

IF (frrend et al.. J. Mol. Graphics (1990) 8. 52-56 ) ^fflV^T^^^J^^^tlO 
[0 0 8 71 

IL-6?fc»co*#:^t LTl±. Brakenhoff et al.. J. Biol. Chem. (1994) 269. 86-9 
3 !_ Wravino erri.. EMBO J. (1994) 13. 1357-1367 . WO 96-18648 . W096-17869tr 

*> IL-6SP^-^^^KXiiIL-6$^#gB^^^^Kt±IL-6S#4^XtiII-6t^^^U v^tt 
<b=&«^-r^-fcl^J:«5lL-6<^IL-6^#^t:^<^j»^«:#^6^t-M-r'l.o -g-O^S^. IL-6 

lUe^^iW KX(iIL-6S^#^^^^^ KJi. IL-6XtiIL-6^##2T5 y^K^J 

!iyU4*io ^iSi^^S^^T'-^^K^. 3-^10-80. $FiU<li20~50, i L< 

''^e'^f kSSIISS^^^ K(i. IL-6X^iIL-6^^^^T. .miE^J 

^.i3v'? IL-6hIL-6^#^i:<^^^t^#^*«l^^#^l^:^J^-S5rf?S^ 
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^->^: 15/ 



o 



324097. #M^8-3110983ttJ^*BI#tt^<2:^US 5210075 l::r?i7F^tfrv^<2>o 

}|) l^^>^X^TU>.^•ffim*KT3 . ^^v.fiIL-6W14^BaMH60.BSF2 JJ* 

;5^'^*<bttfc^h:6-5. ^IL_6$##^#:^OIL-6TV^=r^;^ ^^±t'&®<^?^^5^Ji:l- 
^ & o 
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00 mg . §f t L < 5~50mg (D^^A^^^ - t ■/}^X' i ^ o 

(4ilFp^) H0.5mg7&-'b40mg, »tL<iilmg75>?>20mg^l!l]36>'b^(lll-^ltT. 

'fab 'So 

T^errfA. *^'^>'. '^'"'^''''^'^ ""'^ifl 

HflLt»T;v7'5^ (HSA ) . •9'>-b-;v, vjveh-;!/, ^^J^b-^. lsmTa»i:b 

mi 



[0 0 9 9 1 

^«^gL (10% fetal calf serum(FCS) mmm.) 24-'>^JV/V- > •^l^'C'^ 
ffi5X10V'>^^Vt:% m^^&mmmM. MSTO. H2052. H28. H226^mi2452<7):^«^ja 
^a«a^«m^^^L. >5-<^'#mi'3SF.1^«b. 

[0 1 0 01 

J3aWfflV>> ^^RSi:L-rTiMm(Synoviocytes)^'B&fflL/io ;i tLib<7)m^0%FCSg5 
ln]RPMI^-C48^F5^«L. m4^<7)IL-6^## (IL-6R) ^ 3 - Ki-;i,mRMA«r. ^tti^^ 
LTGeneAmp PGR System (Applied Biosystemstt) ^ffl V>;&reverse-transcribed-PCRtKr 

(0 1 0 1] 

SS^*^SBfl&*^H2052i3J:rm452Ott««BJia*. RPMI 1640^Sb+-C% ^aWSBflSltSS 

^mm2 004-3096009 



#1M 2003-358152 



^-v?: 17/ 



I a) aSilL^6\ 0 n^.l (2) (10 ng/ml) +»-™L-6R 

1 59^4 (25 ;.g/ml) r^l^Um^mtkLfz (RPMIti^^^tR?.) „ HlC3B^^«t 
/-m ^«±»*<^ifiL^5l^^^«H^ (VEGF) (?)^S?r. Quantikine Human VECJF Immuno 
assay Kit(R & D Systems^) J: l9T|iJ^t. «^eKS-trMiE L/co 

10 1 0 21 

¥li^lMm*H28=^fflv^T. *ifei5iJ3<0^a^RaL/^o ^^J.'^At^flL^S 



[0 10 31 

Qional transducer and activator of transcription 3 (STATS) 

iVv'^^yTl^-lT^ o.^mmEWi i^msr.. statj^^^p-stats 

I^S^^ta^^^^'^^iiO, H2052m=^-Ct±. IL-6$lJ^m30^T'STAT3<O^59^U ^m<J*; 

^^r^^o>co^^*5._S5*. p-^AT3i±';>m^tsTAT3*^L. simii^) yMitt^v 

vm'fbSTATSOM «r7F:-t-o 
[0 10 41 

iir. E-S$^^^csuppressor of cytokine signaling 3 (S0CS3) ^^f'^^J^'Z,!!:!:^,. 

K-3-U 3^7-1:: KnV^-fe* (GAPDH) ^tL<b =Sr K^*mRNA<^RT-PCRt^ 

^6 *>SB^lS'fca^. H2052«^-CS±. IL-6«m 2 B#F^T'S0CS3 mRNA(^fl«-S> 
ttTto H28^!a^t?{±1t#6^'5:S0CS3<^iS^^7!>^m^$ tLf^„ 
[0 10 51 

L3-VEGF. RX^^) >'m<b^AT3^^gR^^U/c^^SVEGF:7'n^-^-liJ: «9;w>"7:.7- 
^'iS^^^^^^m^:.!^ hn-;Vi-S^^;^5 FpGL3-VEGF>nut*f^^L/. (HIT) o 

H2052m50.000^^ 1 g^PGI^-^^Ft y^ifipGL^-VEGFmut^ h ^ 
'^yp^y h^itfzmm^mm^lh-e (10 ng/ml)i3J:U'a^;^^?#mL-6^-J#(100n 

H2oS»*^^^^t^II^6^^^ JAK-STAT^^^L-C 
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^ (0. 1. 10Xl±100ng/ml) <DlL-6(D^^rX^. S^X. 7 0 L;^^o ^0 



^^*B;i,/ci6. H2052M^^. 10%FCS«RPMI^^4'. 9^- -^^^l^^V- > ^500^fflJ^ 
#<^«T-C% J.om^c7)it« (0. l;.g/mlXt±25;.g/ml) <^ ^ ^ ^^^M-l^O^ft 

[0 1 1 01 

S^^c^:^^ (Yamasaki K. et al.. Science (1988) 241 825-828) ^-f^^^^ 
£m-6S5#l<^^bJo KpBSF2R.236*f«JIS0*Sph I xmitVX 

(Amersham^) J: 0 . PGR iiX'IL-e^^^cDNAlcg^tSA L^o^ 
i-&cDNA*«#f>i^^-c 

Bli4lL-6k##:cDNA^GHO ^mT'^^^-r ^ 7t zT^^^ KpSV (Pharmacia^) t 
a2f? 7'?^rKpSVL344 ^#fCo mr(Dcmki:^t^f'7^X KpECEdhfrlCHind III 
5^ I-eijifL^c^^#14IL-6^##cDNA*!fAL. GHO ^fl&^m:^^;^^ KpEGEdhfr344 

lo! KpEGEclhfr344 *dhfr-GHO^a*KDXB-ll (Urlaub. G. et al. . Proc 

Natl. Acad. Sci. USA (1980) 77. 4216-4220) ^^'^f f"^ * ^ ^ ^ ^ ^^^f 
en C etal.. Mol. Cell. Biol. (1987) 7. 2745-2751 ) \zl^. ^^-^^^^^.^^ 

u Vilo^ 100;. g/mi <o;^ h i.-^=^^t.jt ^ KT^^aMEM mw^mm. 

„ ?OCH0 mi^n->=^20nM~200nM (OWi&<D:^ Y h V^-fe" hT'ii>l§L. t h 11^14 
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(IMDM. Gibco U) X^i^mLfz. ^^^^^^^^^^^fif.'^.Zltfm 

:^ir^^ti}mU^^fzo 
[0 1141 

10 u g<75mmMIL-6 (Hirano, T. et al.. Immunol. Lett. (1988) 

l-jvmotm^^x^:^u^'rmmm3mtm^^^fz. ^^^y^) v-^^mt ^m^^ 

m^^:b0ih<Dl3m (Selective Methods in Cellular Immunology. W. H. Freeman and Co. . 
San Francisco. 351. 1980 ) Km-^XM^L. ML-6^#^^^-r ^'J 

i ° h iL-ek^ * m^-r ^ -f :/ K - -^ itrm<D j: ^ t -c il-6*s^t - 

tj:^fZo -r^^=b^> ^lJ:/^^-'Jii*^;vm<^965^-7^^nyv-h (Dy^^^ech Labor atorie 
s Inc m Alexandria. VA) ^0. lM(7)carbonate-hydrogen carbonatel^WTR (pH 9.b; 
i-C lOOu KD^^t^L-^'^^le (lOAt Cooper Biomedical. IncS^ Malvern, PA; 

BSA ) =^^tfPBs Kxy)m^x2 mm^mvfzo 
lllms xm^Lfz^k. 100;. i (d^-^ y-'r^m±m^f :K-^M^. 4 -ciit 

-«fe>f h Lfzo y =^^^l--C> 2000cpm/0.5ng/wellt'^S i -5 I 

n Gamma 9000, Beckman Instruments. Fullerton, CA) V Li^ii I ^ 



tL^<^i5^n->0)5r 75^-^11*^65 t^^^^:MH166. BSF27&^# h flfzo ^ :/ U . K — 
i-;i,tiLlL-6^#MH166 «IgGl /c O-i?-:^^' ^ T'Sr^-t'&o 

ov^4\L-6'^#14'7'>^^^'f7'^'' K--7i^n->'MH60.BSF2 =S:fflV^-CMH166 ^^f^t:^ i 
S/>-f K— r(^Ji5ai^ll9-tS4'^?S14*P^^^o MH60.BSF2 M^Srl XIO /200;. 1 

aCi/ 'r:<D^K (New England Nuclear, Boston, MA ) ^mK.fzi^. mm 

h Science Co.. Tokyo. Japan) ^fSkmLfZo a > Y u ^ t -7 ^ ^mL-6m^^ m 

^^kk^miee inmiiL-e^'^ «#?^^^MH60.BSF2 »2li2;ir*^:?5St 

[0 1191 

iiS&^<;5-^fe (Hira7a. Y. et al. J. laommol. (1989) 143. 2900-2906 ) 
^ L/cSi;iI^6^##fit#lfri8'^CNBr J: «) fS14>fb$-*/^-fe ^ r n - ^4B (Ph^cia Fine 
ChemiSlsm Piscataway. NJ) fc^#Oi«lL:^tcL/c*^'?T^^^-^. IL-6^## (^ 
saki. K. et al.. Science (1988) 241. 825-828) *«^^^f V ^ ^jSf^O 
ee^l^jy^b-^ (Wako Chemicals^) . lOmM V U ^ ^ - T ^ _(pH 7. 8) i ^0. 

15MNaCl*^t.lmM P-^^^ - ^ ^^^^^ ^ ^^^f^f'^'r.^^ . ^ar^' X fc^ 
U K (Wako Chemicals^) {V^Y-ymmm "^•^^'fl^^^^i i^iSf fif 
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(2.5mCi) T'^ltL. ±|e v ^' h - L^o ^ J^t^/c 

v'ip>-yM«^-6 ll^5fe^t. 0.25ml<75v^*h^>'^« (pH3.4 ) Jrf ; ^ 
:^--^-J^|gfeIL-6^##*iifem^-*> 0.025ml OlM Tris (pH 7.4) X^^mi^fZo 

h 5^n-^m*^U266=^ffiv^XP'</Co t: V MaiL-6=Sr^M i (Hirano, 
T et al.. InMunol. Lett. (1988) 17, 41-45) . ^^^V Y > ^ -^f (New EngUn 
d NuclLr. Boston. MA ) J: D (Taga. T. et al.. J. Exp. Med. (198 

7) 166, 967-981 ) o 

4^Xlo''^OU266M^l mm. 70% (v/v ) '^^'^ ^^'^ l-Z^f^''^^^^tuX 

;g> c: h 7J)5§^ t ^ o 
[0 12 4] 

Saito. T. et al.. J. Immunol. (1991) 147, 168-173 }.Z^m<D:f}m- ^ ^ ^ '^'^T.IL 

?tx-si5i4iL-6^##^^^-ri.cHo mm^mKSi^t.iim^m^2f^m^] 

^mP3Ul 1 50% C7)PEG1500 (Boehr inger Mannheim_ W ^ ^> c i "5 aBBaSt u ^ 

-^/c^, HAT ^^l^-C^>>f K— r=gr;^^ U -->^^l-^o 

^^"U'ImeG^^ (Capped) ^--^^'-Z''~''z2iZlll7l^6ti% 

^^^-;.,J K-'^^n->«r#/Co iO^' n- :/«:MR16-li:i&#lt/io 
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JHfM2 0 0 3 - 3 5 8 1 5 2 ^-'^ • 21/E 

SF2 ,^Ba (Matsuda. T. et al.. J. InMunol. d^SS) ^51 956 

I12 3-10 oSr.l *DxT37r. 5%C0. T^44B#P.^^« L/.J. i^.'iC;^rfi^lSl^^60 
y>*tnx./co 4 nmm^- 'H ^5 v;-(7)15t^^*i|lJ^L7to -e(^,^*MR16-lJfG#tiMH60 

L/cTi^oX. ^N^yJ K— 7MR16-1 (PERM BP-5874)7!»«m^'r*^^^«> IL-6<^IL-6:sc 
* k-^ * <^ ^ ^ ^ 

T®ff5Ili> «^3c^lSm^^t. Bi44.M,^iam2052^t^lJ2452jr J^^^^^ 

[HiBl msti «^J50*t^^^L. IL-6t::J:*VEGF«^#*^-e*>^H2025afl 
J:SVEGF«^#fl#'^-C**H28jaia*t':fev^T«. i J: ^ "^ST . 

[me] il6{±. ^i&^J6 0*gm^^b. IL-6lCj:^W^^^^^^-*,^H2025^ 
VEGFM^^MS»X-*;5»H28iaBfla*^-C(i. #^il^fi*JlCSOCS375*^^$ ttiS v_ i: Sr^pi-^^ 
^[^Tf Ivfi. mmmiX^^\.fzir^x^ KpGL3-VEGF&WL3-VEGFmut(^yn 

J:^WGF-/n^-^-<7)?S^<k^^'^C=&v.C ^^^^^^ 

111 0] 1110{i, ^itf?!l8O^^^^U>_H2052«»Oli5a7!»^ IL-6RO#^*>t? 
■[El Tl HuSI SS59<OS»**t- IL-6SOTU6RCJ:SH2052fflJS«.O«« 
[gll 21 121l2{i. ^ii^lO<?)^m*^L. H226^»<^iim^^ IL-6R<^#^;6--CI 



mSE#2 004-3096 0 0 9 



S^m 2003-358152 



1/ 



imm^] mm 
[1^1] 



^1 
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